
Dual Modulation of Type I Interferon Response by Bluetongue Virus

Virginie Doceul, Emilie Chauveau, Estelle Lara, Emmanuel Bréard, Corinne Sailleau, Stéphan Zientara, Damien Vitour

ANSES, INRA, ENVA, UPEC, UMR 1161 Virology, Maisons-Alfort, France

ABSTRACT

Bluetongue virus (BTV) is a double-stranded RNA (dsRNA) virus that causes an economically important disease in ruminants.
BTV infection is a strong inducer of type I interferon (IFN-I) in multiple cell types. It has been shown recently that BTV and,
more specifically, the nonstructural protein NS3 of BTV are able to modulate the IFN-I synthesis pathway. However, nothing is
known about the ability of BTV to counteract IFN-I signaling. Here, we investigated the effect of BTV on the IFN-I response
pathway and, more particularly, the Janus tyrosine kinase (JAK)/signal transducer and activator of transcription protein (STAT)
signaling pathway. We found that BTV infection triggered the expression of IFN-stimulated genes (ISGs) in A549 cells. However,
when BTV-infected cells were stimulated with external IFN-I, we showed that activation of the IFN-stimulated response element
(ISRE) promoter and expression of ISGs were inhibited. We found that this inhibition involved two different mechanisms that
were dependent on the time of infection. After overnight infection, BTV blocked specifically the phosphorylation and nuclear
translocation of STAT1. This inhibition correlated with the redistribution of STAT1 in regions adjacent to the nucleus. At a later
time point of infection, BTV was found to interfere with the activation of other key components of the JAK/STAT pathway and
to induce the downregulation of JAK1 and TYK2 protein expression. Overall, our study indicates for the first time that BTV is
able to interfere with the JAK/STAT pathway to modulate the IFN-I response.

IMPORTANCE

Bluetongue virus (BTV) causes a severe disease in ruminants and has an important impact on the livestock economy in areas of
endemicity such as Africa. The emergence of strains, such as serotype 8 in Europe in 2006, can lead to important economic losses
due to commercial restrictions and prophylactic measures. It has been known for many years that BTV is a strong inducer of
type I interferon (IFN-I) in vitro and in vivo in multiple cell types. However, the ability of BTV to interact with the IFN-I system
remains unclear. Here, we report that BTV is able to modulate the IFN-I response by interfering with the Janus tyrosine kinase
(JAK)/signal transducer and activator of transcription protein (STAT) signaling pathway. These findings contribute to knowl-
edge of how BTV infection interferes with the host’s innate immune response and becomes pathogenic. This will also be impor-
tant for the design of efficacious vaccine candidates.

Bluetongue (BT) is a disease affecting ruminants that is caused
by bluetongue virus (BTV), a pathogen belonging to the Or-

bivirus genus of the Reoviridae family (1–3). The BTV genome is
composed of 10 segments of double-stranded RNA (dsRNA) that
encode seven structural (VP1 to VP7) and five nonstructural (NS1
to NS4 and NS3A) proteins (4–6). Worldwide, 26 serotypes
(BTV-1 to BTV-26) have been identified (7). BTV is transmitted
by blood-feeding midges of the genus Culicoides and infects wild
and domestic ruminants (8, 9). Sheep are more sensitive than
cattle to the disease, with the exception of serotype 8 of BTV
(BTV-8) that is able to cause disease and mortality in cattle (3, 10).
BTV is endemic in many parts of the world but emerged in Europe
recently (1, 11). Since 1998, several BTV serotypes (serotypes 1, 2,
4, 9, and 16) have been detected in the Mediterranean basin or in
Northern Europe (serotypes 6, 8, and 11) (1, 12). Surprisingly,
BTV-8 emerged in Belgium and the Netherlands in 2006 and
spread rapidly to Central and Western European countries, caus-
ing significant economical losses due to vaccination campaigns
and exportation bans (3, 13).

The innate immune response is the first line of defense against
viral infections. This antiviral response is activated upon recogni-
tion of pathogen-associated molecular patterns (PAMPs) by host
pattern recognition receptors (PRRs) and results in the produc-
tion of type I interferon (IFN-I) and other proinflammatory cyto-
kines that help to control the infection (14–18). For RNA viruses,
the two major PAMPs are dsRNAs and single-stranded RNAs

(ssRNAs) present in viral genomes or generated during viral rep-
lication. PRRs include Toll-like receptors (TLRs) and other sen-
sors such as members of the retinoic acid-inducible gene I (RIG-
I)-like receptor (RLR) family (18, 19). Activation of these
receptors triggers different signaling cascades that lead to the pro-
duction of IFN-I, which is composed mainly of IFN-� and -�.
Secretion of these cytokines triggers the Janus tyrosine kinase
(JAK)/signal transducer and activator of transcription protein
(STAT) signaling pathway in infected and neighboring uninfected
cells. This activation starts with the binding of IFN-I to the cell
surface IFN-�/� receptor (IFNAR) and leads to the phosphoryla-
tion of tyrosine kinase 2 (TYK2) and JAK1 (20–22). These acti-
vated kinases then phosphorylate tyrosine residues located in the
cytoplasmic domain of the IFNAR subunits (22–26). This leads to
the recruitment of STAT1 and STAT2 and their phosphorylation
by the JAK kinases (22, 27). Activated STAT1 and STAT2 form
heterodimers that are released from the IFNAR complex and as-
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sociate in the cytoplasm with IFN response factor 9 (IRF9) to form
the transcription factor IFN-stimulated gene (ISG) factor 3
(ISGF3). This complex then migrates to the nucleus, where it
binds to specific promoter elements called IFN-stimulated re-
sponse elements (ISREs). This leads to the expression of more
than 380 ISG-encoded proteins (28) that contribute to the estab-
lishment of a rapid and robust antiviral state within the cell via the
modulation of cellular processes involved in the innate and adap-
tive immune system, cellular proliferation, and survival.

It has been known for many years that BTV is a strong inducer
of IFN-I in many in vivo and in vitro models from various different
tissues and host species (29–35). Recently, our group has shown
that the RLR pathway controls both the sensing and the antiviral
response to BTV in nonhematopoietic target cells (36). In con-
trast, it has been shown that BTV activates the IFN-I signaling
pathway in plasmacytoid dendritic cells (pDCs) via the MyD88
adaptor, independently of TLR7 and TLR8 (TLR7/8), and via a
mechanism implicating the dsRNA-activated protein kinase
(PKR) and Jun N-terminal protein kinase (JNK) (37). BTV is then
able to induce the production of IFN-I through different path-
ways, depending on the type of cells involved. It is well known that
most viruses are able to counteract the IFN system in order to
establish an infection. Our group has shown recently that BTV is
able to modulate the IFN-I production pathway (38). This inhibi-
tion depends on the viral protein NS3 that interferes with the
IFN-I synthesis pathway downstream of RIG-I and upstream of
TBK1/IKKε activation (38). However, nothing is known about the
ability of BTV to modulate the antiviral response triggered by the
secretion of IFN-I. In this study, we aimed to study the effect of
BTV infection on the IFN-I response pathway to determine
whether BTV has also evolved strategies to counteract this re-
sponse. We show that BTV is able to modulate the IFN-I response
in nonhematopoietic cells and that BTV interferes with STAT1
phosphorylation and nuclear translocation upon IFN-I treat-
ment. Our results suggest that this modulation involves different
mechanisms that are dependent on the time of infection. After
overnight infection, BTV induced the redistribution of STAT1 in
perinuclear areas, and at later time points after infection, the virus
affected the expression of TYK2 and JAK1.

MATERIALS AND METHODS
Cells. Human alveolar epithelial A549 cells, HeLa, 293T, and Vero cells
were grown in Dulbecco’s modified Eagle’s medium (DMEM) supple-
mented with 10% heat-inactivated fetal calf serum (FCS), 1% nonessen-
tial amino acids (NEAA) (A549 and Vero cells only), 1% pyruvate, and
100 IU/ml penicillin and 100 �g/ml streptomycin (P-S). BHK-21 cells
were grown in minimal essential medium (MEM) supplemented with
10% FCS, 1% pyruvate, 1% NEAA, and P-S. Cells were maintained at
37°C in 95% air–5% CO2.

Reagents and antibodies. Recombinant human IFN-� 2B and IFN-�
1a were purchased from PBL Interferon Source. Mouse monoclonal an-
tibody against VP5 of African horse sickness virus (that cross-reacts with
VP5 of several BTV serotypes including BTV-1 and BTV-8) and VP7 of
BTV-2 were from Ingenasa (Madrid, Spain) and IdVet (Montpellier,
France), respectively. Rabbit polyclonal antibodies against NS3, VP7, and
NS1 were kindly provided by Frederick Arnaud (39). A mouse anti-actin
monoclonal antibody (clone AC-40) was from Sigma-Aldrich. Polyclonal
antibodies against STAT1 (catalog number 06-501), phospho-STAT1
(Tyr701) (catalog number 07-307), and phospho-STAT2 (Tyr689) (cata-
log number 07-224) were from Millipore. Rabbit antibodies against JAK1
(6G4; catalog number 3344) and TYK2 (catalog number 9312) were from
Cell Signaling Technology. A rabbit polyclonal antibody against STAT2

(N-17; catalog number sc-839) was from Santa Cruz Biotechnology. A
rabbit polyclonal antibody against phospho-TYK2 (pTyr1054/1055; cat-
alog number PA5-17898) was from Pierce Biotechnology. A mouse
monoclonal antibody against RIG-I (clone Alme-1) and a rabbit anti-
MDA5 (clone AT113) polyclonal antibody were from Alexis Biochemi-
cals.

Viral infections. Wild-type field strains of BTV serotypes 4 and 8
(BTV-4 and BTV-8) are from the National Reference Laboratory collec-
tion (ANSES, Maisons-Alfort, France) and were isolated in France, in
Corsica (2003) and in the Ardennes (2006), respectively. The live vaccine
strain of BTV-4 (BTV-4 VAC) used in the field in Corsica (in 2004 and
2005) was derived from a wild virus isolated in South Africa and passaged
50 to 60 times on BHK-21 cells. BTV stocks were prepared as described
previously (36). Fifty percent tissue culture infectious dose (TCID50) val-
ues were estimated by endpoint titration on BHK-21 cells (method of
Spearman-Karber) using a previously described protocol (30). Infections
were performed on subconfluent cells as described previously (36). More
than 60 and 90% of A549 cells were infected when 0.05 and 0.1 TCID50/
cell of BTV-8 were used to infect the cells, respectively (data not shown).
Culture supernatant from noninfected BHK-21 cells was used as an inoc-
ulum for mock-infected cells. Inactivated virus was prepared by exposing
live virus to 254-nm UV; inactivation was completed in 20 min at a UV
dose of 2.3 J/cm2.

Immunoblot analysis. Cells were lysed in radioimmunoprecipitation
assay (RIPA) buffer (25 mM Tris-HCl, pH 8.8, 50 mM NaCl, 0.5% Non-
idet P-40, and 0.1% sodium dodecyl sulfate supplemented with cocktails
of protease and phosphatase inhibitors according to the manufacturer’s
instructions [Roche Molecular Biochemicals]). Insoluble material was
centrifuged at 16,000 � g for 20 min at 4°C and discarded. Total protein
concentration of the soluble fraction was determined by a Micro bicin-
choninic acid (BCA) assay (Interchim). An equal amount of protein ex-
tract was reduced by heating in the presence of �-mercaptoethanol and
resolved by 10% sodium dodecyl sulfate-polyacrylamide gel electropho-
resis (SDS-PAGE), followed by transfer to nitrocellulose membrane (Hy-
bond-ECL; Amersham). Membranes were blocked with phosphate-buff-
ered saline (PBS) containing 5% dry milk and 0.05% Tween 20. The
membrane was then incubated with the required dilution of specific an-
tibodies. Bound primary antibodies were detected using horseradish per-
oxidase-conjugated anti-rabbit or anti-mouse secondary antibodies
(Dako) and an enhanced luminol-based chemiluminescent detection sys-
tem.

Reporter gene assay. 293T cells were seeded in 24-well plates and
mock infected or infected with live BTV-8 or UV-inactivated BTV-8. Six
hours later, cells were transfected with 1 �l of JetPRIME transfection
reagent (Polyplus Transfection SA) and 100 ng of firefly luciferase ISRE
reporter plasmid (pISRE-Luc) or 100 ng of Renilla luciferase cytomegalo-
virus (CMV) reporter plasmid (pCMV-Luc) and 50 ng of control vector
(pRSV–�-Gal; RSV is Rous sarcoma virus and �-Gal is �-galactosidase).
Eighteen hours later, the supernatant was removed and replaced with
fresh complete medium containing 1,000 IU/ml of IFN-�. Seven hours
later, cells were lysed in luciferase lysis buffer (25 mM Tris, pH 7.8, 0.8
mM MgCl2, 0.1% Triton X-100, 15% glycerol) or Renilla luciferase assay
lysis buffer (Promega). Firefly and Renilla luciferase activities were deter-
mined using a Bright-Glo luciferase assay system (Promega) and a Renilla
luciferase assay system (Promega), respectively. �-Galactosidase activity
was determined by mixing 50 �l of cell lysate with 50 �l of �-galactosidase
assay buffer (200 mM Na2HPO4, pH 7.3, 1.33 mg/ml ortho-nitrophenyl-
�-D-galactopyranoside [ONPG], 2 mM MgCl2, and 0.1 M �-mercapto-
ethanol) and measuring the optical density of the mixture at 450 nm.

Immunostaining and fluorescence microscopy. Cells were seeded
onto 12-mm-diameter coverslips and fixed with 4% paraformaldehyde in
PBS. Cells were permeabilized with 0.2% Triton X-100 in PBS and incu-
bated in blocking buffer (0.5% bovine serum albumin [BSA] in PBS). The
appropriate dilution of primary antibodies was then added for 1 h at room
temperature. Cells were then washed several times in PBS, and Alexa-
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FIG 1 BTV is sensitive to IFN-I and inhibits the IFN-I response. (A) Effect of IFN-I on the expression of BTV proteins. A549 cells were treated for 5 h with IFN-�
(250 and 1,000 IU/ml) and infected with 0.05 TCID50 of BTV-8/cell for 24 h. Cells were then lysed in RIPA buffer and analyzed by Western blotting. BTV VP7,
VP5, NS1, and NS3 expression was detected to assess viral infection, and �-actin was detected as an internal control. (B and C) A549 (B) and Vero (C) cells were
infected with 0.02 to 0.1 TCID50 of BTV-8/cell for 18 h and left untreated (NT, not treated) or treated for 6 h with IFN-� (250 IU/ml). Cell lysates were extracted
and used for detection of MDA5 and RIG-I. BTV NS3 expression was detected as a control for viral infection, and �-actin served as an internal control. Note that
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Fluor 488 anti-mouse and Alexa-Fluor 555 anti-rabbit secondary anti-
bodies (Molecular Probes) were used to detect bound primary antibodies.
Samples were mounted in Mowiol containing 4,6-diamidine-2-phenylin-
dole dihydrochloride (DAPI) (Sigma-Aldrich). Microscopy was carried
out with an Axio observer Z1 fluorescence microscope (Zeiss), and images
were acquired using the AxioVision, release 4.8, or Zen 2012 software.

Statistical analyses. Data obtained for infected treated samples were
compared with those of mock-infected treated samples using an unpaired
t test. Differences were considered to be significant if the P value was
�0.01.

RESULTS
IFN-I prevents BTV infection. In order to better understand the
importance of IFN-I in the control of BTV infection, we first de-
termined whether BTV infection is sensible to the antiviral effect
of IFN-I. Human alveolar epithelial A549 cells were used as this
cell line is a good model to study the IFN-I system upon BTV
infection (36). A549 cells were treated with IFN-� for 5 h prior to
infection with a strain of BTV-8 isolated in Ardennes, France, in
2006. As shown in Fig. 1A, pretreatment with IFN-� led to a dra-
matic decrease in the expression of the structural viral proteins
VP5 and VP7 and the nonstructural proteins NS1 and NS3. The
same results were obtained with another cell line (HeLa) and with
another serotype of BTV (BTV-4 isolated in Corsica, France, in
2003) (data not shown). This result suggests that IFN-I can effi-
ciently prevent BTV infection.

BTV is able to modulate the IFN-I response. As IFN-I pre-
treatment has an antiviral effect on BTV infection, we then wanted

to determine whether BTV is able to counteract the IFN-I re-
sponse in order to promote an infection. A549 cells were infected
with BTV-8 for 18 h, and the cells were treated with IFN-� for 6 h.
The expression of two ISGs, MDA5 and RIG-I (40–42), was then
analyzed by immunoblotting. As shown in Fig. 1B, MDA-5 and
RIG-I protein levels were higher in BTV-8-infected cells than in
mock-infected cells prior to IFN-� treatment. This result is in
accordance with our previous study showing that BTV induces
IFN-I synthesis in A549 cells and the expression of ISGs (36).
However, after stimulation with IFN-�, the levels of MDA5 and
RIG-I in BTV-infected cells were lower or equivalent to the ones
detected in mock-infected cells. To distinguish the effect of IFN-I
synthesized during infection from a putative ability of BTV to
modulate the IFN-I response, we performed the same experiment
in Vero cells in which the IFN-� gene is defective. As expected in
this cell line, the expression levels of MDA-5 and RIG-I in BTV-
infected cells were similar to those in mock-infected cells prior to
IFN-� treatment (Fig. 1C). After stimulation with IFN-�, an in-
crease in MDA5 and RIG-I protein levels was observed in mock-
infected cells. However, this increase was visibly impaired in BTV-
infected cells, suggesting that BTV infection interferes with the
IFN-I response. To confirm this result, we performed a luciferase
reporter assay. 293T cells were used in this assay to achieve high
transfection efficiency. Mock-infected cells or cells infected with
UV-inactivated BTV-8 or live BTV-8 were transfected with an
ISRE reporter plasmid (pISRE-Luc) and a control vector (pRSV–
�-Gal) to normalize for transfection efficiency and treated 18 h

double bands were detected with the antibody raised against BTV NS3, as shown previously (39). These bands correspond to NS3 (higher band) and NS3A (lower
band), a truncated form of NS3 that is synthesized from a second in-frame translation initiation codon within the BTV segment 10. (D and E) 293T cells were
mock infected, infected with 0.001 or 0.01 TCID50 of live BTV-8/cell, or infected with UV-inactivated BTV-8 (BT8-UV) using the same volume of inoculum as
cells infected with 0.01 TCID50 of live BTV-8/cell. Six hours later, cells were transfected with an ISRE reporter plasmid (pISRE-Luc) (D) or a CMV reporter
plasmid (pCMV-Luc) (E) and a control vector (pRSV–�-Gal) to normalize for transfection efficiency. Eighteen h later, cells were left untreated (NT) or treated
with IFN-� (1,000 IU/ml) for 7 h and lysed to determine �-galactosidase and luciferase activity. Mean ratios between luciferase and �-galactosidase activities of
triplicate samples (� standard deviations) are presented. Results are representative of one experiment and were reproduced in two (CMV) or three (ISRE)
independent experiments. *, P � 0.01; **, P � 0.001, compared to mock-infected cells for treated samples (unpaired t tests).

FIG 2 BTV infection interferes with STAT1 translocation. A549 cells were mock infected or infected with 0.05 TCID50 of BTV-8/cell for 18 h and left untreated
(NT) or treated with IFN-� (1,000 IU/ml) for 30 min. Cells were then washed, fixed, and stained with primary antibodies specific for VP7 and STAT1, followed
by fluorescent dye-conjugated secondary antibodies. Intracellular localization of DAPI-stained nuclei (blue), VP7 (green), and STAT1 (red) was visualized by
immunofluorescence microscopy (magnification, �20). Scale bar, 50 �m.
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later with IFN-� for 7 h. As shown in Fig. 1D, stimulation with
IFN-� activated the ISRE promoter in mock-infected cells,
whereas this activation was significantly reduced in cells infected
with BTV-8. Infection with UV-inactivated BTV-8 did not affect
ISRE promoter activation significantly, suggesting that replication
is required for this inhibition. To ensure that the inhibition of
ISRE promoter activation observed in BTV-infected cells was spe-
cific, we performed the same assay using a CMV reporter plasmid
(pCMV-Luc). As shown in Fig. 1E, no inhibition of CMV pro-
moter activation was recorded in BTV-infected cells in compari-
son to mock-infected cells in untreated and treated cells. Thus,
this result strongly suggests that BTV inhibits specifically ISRE
promoter activity and that BTV is able to modulate the IFN-I
response.

BTV inhibits the JAK/STAT pathway. To understand better
the mechanisms involved in the modulation of the IFN-I response

mediated by BTV, we then assessed the ability of BTV to interfere
with the JAK/STAT pathway. First, we wanted to determine
whether STAT1 nuclear translocation was affected in BTV-in-
fected cells after IFN-I treatment. As shown in Fig. 2, treatment of
mock-infected cells with IFN-� led to the translocation of STAT1
into the nucleus, as expected. However, STAT1 distribution re-
mained mostly unchanged when BTV-infected cells were stimu-
lated under the same condition. This result indicates that BTV
interferes with STAT1 nuclear translocation. To understand bet-
ter at which step of the JAK/STAT pathway BTV is acting, we then
assessed the phosphorylation status of STAT1 in mock- versus
BTV-infected cells after IFN-� treatment. The level of phosphor-
ylated STAT1 generated upon IFN-� treatment was greatly im-
paired in A549 cells infected with BTV-8 in comparison to mock-
infected cells (Fig. 3A). This inhibition was not due to a decrease in
the level of STAT1 as bands of similar intensities were obtained

FIG 3 BTV interferes with STAT1 phosphorylation. (A to C) A549 (A), HeLa (B), or Vero (C) cells were mock infected or infected with 0.01 to 0.1 TCID50 of
BTV-8/cell for 18 to 20 h and then left untreated (NT) or treated with IFN-� or IFN-� (1,000 IU/ml) for 30 min. (D) HeLa cells were infected with 0.05 TCID50

of BTV-4/cell for 16 h and then left untreated (not treated, NT) or treated with IFN-� (1,000 IU/ml) for 30 min. For experiments shown in all panels, cells lysates
were extracted and used for detection of total STAT1 and phospho-STAT1 (p-STAT1). Note the presence of double bands corresponding to the alpha form
(around 91 kDa) and the beta form (around 84 kDa) of STAT1. BTV VP5 or NS3 expression was detected as a control for viral infection, and �-actin served as
an internal control.
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when an antibody against total STAT1 was used. The same result
was observed in HeLa cells (Fig. 3B). STAT1 phosphorylation was
also impaired in BTV-infected Vero cells (Fig. 3C), showing that
this inhibition is not the consequence of BTV-induced IFN-I se-
cretion that could have rendered the cells resistant to further stim-
ulation with IFN-I. Moreover, BTV was also able to interfere with
STAT1 phosphorylation in cells infected with a wild-type strain of
BTV-4 (Fig. 3D), suggesting that the modulation of the IFN-I
response by BTV is not serotype dependent.

BTV replication is required to inhibit the JAK/STAT path-
way. As we showed that a wild-type but not a UV-inactivated
strain of BTV-8 is able to inhibit ISRE promoter activation (Fig.
1D), we wanted to confirm that BTV replication is required to
modulate the JAK/STAT pathway. A549 cells were infected with a
wild-type or UV-inactivated BTV-8 strain, and STAT1 phosphor-
ylation was analyzed by immunoblotting after treatment with
IFN-�. As shown in Fig. 4A, UV inactivation led to complete in-
hibition of the expression of the viral protein NS3. The levels of
phosphorylated STAT1 were comparable in mock-infected cells
and cells infected with UV-inactivated BTV-8 after stimulation,
whereas the phosphorylated STAT1 level was lower in cells in-
fected with live BTV-8. Moreover, inhibition of STAT1 phosphor-

ylation by BTV occurred after 24 h infection but not after 3 or 6 h
(Fig. 4B). Interestingly, it was shown in a previous study that BTV
RNA can be detected from 9 to 15 h postinfection in infected A549
cells (36). Overall, these results strongly suggest that BTV replica-
tion and/or viral protein synthesis is required for the inhibition of
the JAK/STAT pathway by BTV.

BTV interferes specifically with STAT1 phosphorylation. In
order to determine at which step of the JAK/STAT pathway BTV is
acting, we then looked at the expression level and activation of key
components of this pathway that are activated upstream of STAT1
phosphorylation. A549 and Vero cells were infected with BTV-8
for 17 h, treated with IFN-� for 15 min, and lysed for analysis by
immunoblotting. As shown in Fig. 5, upon IFN-� treatment, sim-
ilar levels of phosphorylated TYK2 and STAT2 were detected in
mock- and BTV-infected A549 and Vero cells. Unfortunately, we
could not obtain clear immunoblots for phosphorylated JAK1 al-
though several antibodies were used (data not shown). In con-
trast, STAT1 phosphorylation was reduced in BTV-infected A549
and Vero cells after stimulation. Thus, these results suggest that
BTV interferes specifically with the activation of STAT1 but not
with other components of the JAK/STAT pathway after overnight
infection.

FIG 4 BTV replication is required for the inhibition of STAT1 phosphorylation. (A) A549 cells were mock infected, infected with 0.1 TCID50/cell of BTV-8 cell,
or infected with UV-inactivated BTV-8 (BT8-UV) using the same volume of inoculum as cells infected with 0.1 TCID50 of live BTV-8/cell. Seventeen hour later,
cells were left untreated (NT) or treated with IFN-� (1,000 IU/ml) for 30 min. (B) A549 cells were mock infected or infected with 0.1 TCID50/cell of BTV-8 for
3 to 24 h and left untreated (NT) or treated with IFN-� (1,000 IU/ml) for 30 min. For experiments shown in both panels, cells lysates were extracted and used for
detection of phospho-STAT1. BTV NS3 expression was detected as a control for viral infection, and �-actin served as an internal control. Note the presence of
multiple bands detected with the NS3 antibody corresponding to NS3, NS3a, and their glycosylated forms.
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BTV infection alters the distribution of STAT1. The next step
of our study was to determine the mechanism responsible for the
inhibition of STAT1 phosphorylation by BTV. First, we investi-
gated whether BTV is able to interfere with the distribution of
STAT1. Cells were infected for 18 h with BTV, and STAT1 local-
ization was assessed after immunolabeling under a fluorescence
microscope at high magnification. In untreated uninfected and
mock-infected cells (Fig. 6A and data not shown), STAT1 was
distributed throughout the cell. In contrast, we observed that a
pool of STAT1 accumulated in a region adjacent to the nucleus in
untreated BTV-infected cells. This observation was made not only
in cells infected with BTV-8 but also in cells infected with a wild-
type and a vaccine strain of BTV-4, suggesting that this phenom-
enon is conserved among BTV strains. Upon treatment with
IFN-� (Fig. 6B), STAT1 disappeared from the cytoplasm and con-
centrated in the nucleus in mock-infected cells. In contrast, in cells
infected with BTV-8 or a wild-type or vaccine strain of BTV-4,
STAT1 distribution remained unchanged upon IFN-I treatment,
and an accumulation of STAT1 was detected in regions adjacent to
the nucleus, as observed in untreated cells. These results suggest
that BTV induces the redistribution of a pool of STAT1 in perinu-
clear areas, thus interfering with STAT1 activation and nuclear
translocation upon IFN-I treatment.

BTV alters the expression of specific components of the JAK/
STAT pathway late during infection. To determine whether the
inhibition of STAT1 activation by BTV is maintained during in-
fection, we infected A549 and Vero cells with BTV-8 for 42 h,
treated the cells with IFN-�, and looked at the activation of differ-
ent components of the JAK/STAT pathway (Fig. 7A). Phosphor-
ylation of TYK-2, STAT1, and STAT2 was clearly detected in
mock-infected cells upon IFN-� stimulation, as expected. How-
ever, in contrast to the results obtained after overnight infection

(Fig. 5), the levels of phosphorylated STAT1 and also TYK2 and
STAT2 were reduced or undetectable in infected cells in compar-
ison to mock-infected cells (Fig. 7A). A diminution of total JAK1
and TYK2 protein levels was also detected in A549 and Vero cells
after 42 h of infection. However, total STAT1 and STAT2 protein
expression increased in A549 cells or remained constant in Vero
cells in comparison to levels in mock-infected cells. As Vero cells
do not produce IFN-I, these results suggest that the downregula-
tion of TYK2 and JAK1 protein levels is not a consequence of
BTV-induced IFN-I secretion in contrast to the upregulation of
STAT1 and STAT2 observed in A549 cells. Interestingly, we no-
ticed that the inhibition of STAT1 phosphorylation was more
complete after 42 h of infection (Fig. 7A) than after overnight
infection (Fig. 5). This result suggests that the inhibition of STAT1
activation by BTV is more efficient at 42 h postinfection than at an
earlier time point (overnight infection). To confirm that BTV in-
fection affects JAK1 and TYK2 protein levels, their expression was
analyzed in A549 cells infected with BTV-8 for different times
(Fig. 7B). A clear decrease in TYK2 and JAK1 protein expression
was detected in BTV-infected cells after 24 h of infection and was
maintained until 48 h of infection. In contrast, RIG-I, STAT1, and
STAT2 protein levels increased in BTV-infected cells in compari-
son to levels in mock-infected cells. This increase was most likely a
consequence of the secretion of IFN-I in A549 cells (36) as this
cytokine upregulates the expression of RIG-I, STAT1, and STAT2
(40, 43). Overall, these results show that BTV infection impairs the
activation of STAT1 and other components of the JAK/STAT
pathway at a later time during infection (42 h postinfection) and
affects the level of expression of JAK1 and TYK2.

DISCUSSION

Many viruses have evolved multiple strategies to counteract host
antiviral responses and successfully evade and replicate in host
cells. In a previous study, we have shown that BTV modulates
IFN-I synthesis in epithelial cells and that this inhibition is medi-
ated by the viral protein NS3 that interferes with the IFN-I syn-
thesis pathway downstream of RIG-I and upstream of TBK1/IKKε
activation (38). In the present study, we report novel findings
showing that BTV has evolved additional strategies to interfere
with the IFN-I system by modulating IFN-I signaling and the JAK/
STAT pathway in epithelial cells. We found that BTV interferes
specifically with STAT1 phosphorylation after overnight infection
and that this inhibition correlates with an alteration in the distri-
bution of STAT1 in infected host cells. By interfering with the
normal distribution of STAT1, BTV most likely disturbs its re-
cruitment to phosphorylated STAT2 on the IFNAR complex and
its subsequent phosphorylation upon activation of the JAK/STAT
pathway. This is in accordance with our findings that, after over-
night infection, phosphorylation of STAT1 but not TYK2 and
STAT2 is affected by BTV infection. Many viruses are able to in-
terfere with the JAK/STAT pathway using different strategies (44),
and previous reports have shown that some viruses counteract this
pathway via the alteration of STAT1 distribution. For example, a
study has reported that in cells infected with human parainfluenza
virus type 1 (HPIV1), STAT1 accumulates around the nucleus in
granules and does not translocate to the nucleus after IFN-I treat-
ment. It was suggested that this inhibition is mediated by the C
proteins of HPIV1 as these viral proteins interact and colocalize
with STAT1 in perinuclear granules (45). Other viral proteins
such as the V protein of Hendra virus and Nipah virus are also able

FIG 5 BTV interferes specifically with the phosphorylation of STAT1. A549
cells and Vero cells were mock infected or infected with 0.1 TCID50/cell of
BTV-8 for 17 h and treated with IFN-� (1,000 IU/ml) for 15 min. Cells lysates
were extracted and used for detection of total JAK1, phosphorylated TYK2
(p-TYK2), total TYK2, p-STAT1, total STAT1, phosphorylated STAT2 (p-
STAT2), and total STAT2. BTV VP7 was detected as a control for viral infec-
tion, and �-actin served as an internal control.
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to bind and alter STAT1 protein distribution to inhibit the IFN
response (46, 47). Work is now being carried out to determine the
mechanisms and the viral proteins involved in the relocalization
of STAT1 in BTV-infected cells. Preliminary experiments could
not identify any protein encoded by BTV able to block IFN-me-
diated STAT1 nuclear translocation when these viral proteins
(VP1 to VP7 and NS1 to NS4) were expressed individually in
noninfected cells (data not shown). It is possible that a redistribu-
tion of STAT1 occurs only in the context of BTV infection or
requires the contribution of two or more viral proteins.

Interestingly, we found that at a later time point after infection
(42 h postinfection), BTV is able to interfere with the phosphor-
ylation of other components of the JAK/STAT pathway such as

STAT2 and TYK2. We showed that this inhibition coincides with
a decrease in total JAK1 and TYK2 protein levels in A549 or Vero
cells. This alteration was not induced by the production of IFN-I
in infected cells and was specific to these components of the JAK/
STAT pathway. BTV replication is actively ongoing at this time
point in A549 cells, and these cells are able to survive several days
of BTV infection (36). It is then unlikely that the results observed
were caused by extreme cell damage or death. By reducing the
amount of JAK1 and TYK2 present in infected cells, BTV most
likely interferes with the activation of these molecules and the
downstream phosphorylation of STAT1 and STAT2. We are cur-
rently investigating whether this decrease of JAK1 and TYK2 pro-
tein levels observed in BTV-infected cells occurs at the level of

FIG 6 BTV interferes with STAT1 distribution. A549 cells were mock infected or infected with 0.05 TCID50/cell of BTV-8, BTV-4, or a vaccine strain of BTV-4
(BTV-4 VAC) for 18 h and left untreated (A) or treated with IFN-� (1,000 IU/ml) for 30 min (B). Cells were then washed, fixed, and stained with primary
antibodies specific for VP7 and STAT1, followed by fluorescent dye-conjugated secondary antibodies. Intracellular localization of DAPI-stained nuclei (blue),
STAT1 (red), and VP7 (green) was visualized by immunofluorescence microscopy (magnification, �63). Examples of STAT1 accumulation in perinuclear
regions are indicated by white arrows. Scale bar, 20 �m.
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transcription or translation or whether BTV has an impact on the
stability of these proteins. It has been reported previously that
BTV induces a protein shutdown early after infection, but the
underlying mechanism has not yet been characterized (48). This
phenomenon could potentially explain why we observed an alter-
ation in the levels of JAK1 and TYK2 in our study. However, the
fact that this decreased expression is specific to JAK1 and TYK2
and not other components of the JAK/STAT pathway rather sug-
gests that BTV modulates specifically the expression of these pro-
teins to hijack host cellular responses and promote infection.
Other viruses have already been shown to counteract the JAK/
STAT pathway by modulating the expression of JAK1 and/or
TYK2 (44). For example, adenovirus type 5 is able to downregu-

late the expression of JAK1 to inhibit the IFN-I response pathway
(49), and human metapneumovirus inhibits this antiviral re-
sponse by downregulating JAK1 and TYK2 cellular levels (50).

It is also interesting that BTV-8 induced the expression of ISGs
at 24 h postinfection in A549 cells (Fig. 1B), most likely via the
secretion of IFN-I. However, there was no evidence of STAT1
phosphorylation or nuclear translocation at this time point or
earlier in our experiments. We have shown previously that the
level of IFN-� mRNA remains very low in A549 cells between 15
and 24 h postinfection and then increases greatly between 24 and
36 h to peak at 48 h postinfection (36). It is then possible that up to
24 h postinfection, a low level of BTV-induced IFN-I activated
only weakly and transiently the JAK/STAT pathway, making this
phenomenon difficult to detect. Nevertheless, this activation
would be sufficient to trigger the synthesis of some ISGs as BTV is
not able to block STAT1 phosphorylation early after infection
(before 16 h postinfection). Later during infection, when blockage
of the JAK/STAT pathway by BTV is undergoing but not com-
plete, more ISGs will be expressed at low levels and will accumu-
late in infected cells. This could explain why expression of the ISGs
STAT1, STAT2, and RIG-I increased over time in BTV-infected
A549 cells (Fig. 7B). The fact that high expression of STAT1,
STAT2, and IRF9 can lead to the prolonged expression of a subset
of ISGs in the absence of ongoing IFN-I signaling and phosphor-
ylation of JAKs and STATs (51) could also explain how some ISGs
are expressed even if activation of the JAK/STAT pathway is
blocked. A balance most likely exists between the ability of the host
to induce and respond to IFN-I and the ability of viruses to block
this antiviral pathway. It is then possible that infected cells would
produce more ISGs and trigger a stronger antiviral response if
BTV were not able to interfere with the JAK/STAT pathway. The
efficiency of this inhibition might also depend on certain condi-
tions, such as the cell type infected and the level of IFN-I present in
the extracellular compartment.

Overall, the results reported in this study suggest that BTV has
evolved two distinct mechanisms occurring at different times after
infection, i.e., redistribution of STAT1 and loss of JAK1 and TYK2
protein expression, to inhibit the JAK/STAT pathway. This would
allow the virus to interfere more efficiently and durably with the
IFN-I response, as suggested by our finding that the inhibition of
STAT1 phosphorylation is more pronounced in BTV-infected
cells at later time points after infection, when viral replication is
fully active. Together with its ability to modulate IFN synthesis
(38), BTV would then ensure a powerful inhibition of the cellular
response. Several studies have suggested that IFN-I is an impor-
tant factor to limit BTV replication and dissemination and control
infection (52–54). By inhibiting both IFN-I synthesis and signal-
ing pathways, BTV would then promote the establishment of an
infection.

Other viruses use multiple strategies at different times during
infection to counteract host antiviral responses. For example, hu-
man CMV (hCMV) has developed several mechanisms to inhibit
the IFN-II response and ensure that this pathway is sufficiently
blocked (55). After 6 h of infection, hCMV downregulates major
histocompatibility complex (MHC) class II expression by inhib-
iting class II transactivator (CIITA) mRNA expression down-
stream of the JAK/STAT pathway (56). After 16 h of infection, the
same virus is able to activate Src homology 2 domain-containing
phosphatase 2 (SHP2) to inhibit IFN-II-induced STAT1 phos-
phorylation (55). Additionally, at 72 h postinfection, hCMV in-

FIG 7 BTV downregulates TYK2 and JAK1 protein levels. (A) A549 cells and
Vero cells were mock infected or infected for 42 h with 0.1 or 0.05 TCID50/cell
of BTV-8, respectively, and treated with IFN-� (1,000 IU/ml) for 15 min. Cells
lysates were extracted and used for detection of total JAK1, p-TYK2, total
TYK2, p-STAT1, total STAT1, p-STAT2, and total STAT2. BTV VP7 was de-
tected as a control for viral infection, and �-actin served as an internal control.
(B) A549 cells were mock infected (M) or infected with 0.05 TCID50/cell of
BTV-8 (BT) for 17 to 48 h. Cells lysates were extracted and used for detection
of total TYK2, JAK1, STAT1, STAT2, and RIG-I. BTV VP7 was detected as a
control for viral infection, and �-actin was used as an internal control.
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hibits the IFN-II-stimulated response by interfering with the acti-
vation of the JAK/STAT pathway via the degradation of JAK1 (57).
Moreover, by inhibiting STAT1 phosphorylation and by degrad-
ing JAK1, hCMV acts upstream in the JAK/STAT pathway and
most likely affects broader host responses (55). Similarly, BTV acts
upstream in the JAK/STAT pathway by inhibiting STAT1 phos-
phorylation. It is then possible that the virus affects other cellular
responses, such as the IFN-II-mediated pathway, to modulate fur-
ther the intensity of the immune response.

In conclusion, our data provide evidence that BTV inhibits the
IFN-I response by targeting different steps of the JAK/STAT path-
way according to the time of infection. A better understanding of
these evasion strategies evolved by BTV to counteract the host
cellular response will give essential insights into the pathogenesis
associated with BTV infection and will help to provide better con-
trol measures against this virus.
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